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1. Maria C. Gentile, hereby declare: 

1 - In December 1 893, 1 received my B.S. in Biological Sciences with a 
Molecular Bioloay concentration from the University of Wisconsin-Parioide, 
Kenosha, Wisconsin. In May 1994, 1 received my Master's degree in Applied 
Molecular Biology, also from the University of Wisconsm-Paikside. Since July 
1994 I have been en^loyed by Abbott Laboratories as a Research Scientist or 
Cellular/Molecular Biologist. Cuniently. I am conducting research in the area of 
cancer biomarioers and therapeutic antibodies. 

2. I am one of the inventors of the above^ldentified patent application 
(Uie Application-). I was originally listed on the patent with my mamed name. 
Mana C. Gentile-Davey. My current legal name is Maria C. Gentile. 

3. In the Offioe Action mailed on August 5, 2005, the Examiner 
reipcted claims 17 and 18 under 35 U.S.C. Section 102(e) as being anticipated 
by WItlwer et al. (U.S. Patent No. 6.232.079). Claims 38-40 and 43 were 
rejected under 35 U.S.C. Section 102(b) as being antjdpated by Meyer et al. 
(U.S. Patent No. 5,648,482). Claim 41 was rejected under 35 U.S.C. Section 
103(a) as being unpatentable over Meyer et af. in view of Wittwer et al. 

^' «'f?"*'"*=*®^«'»«^"'"ent Id detect the presence of a mutation 
known as CYP2D6 star five (hereinafter •*5') in human blood samples obtained 
nxjrn the Interstate Blood Bank. Inc. (Chicago. Illinois) (the samples were 
S^'l^^ FAM'A1-FAM-A9). The '5 mutation comprises a deletion of most of 
the CYP2D6 gene. Mors specifically, this experiment was conducted to detect 
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the '5 mutation in samples heterozygous for the *5 mutation or homozygous for 
the norvvarrant sequence. 

The fbUovinng primers and prolies as identified in the Application were 
used for the detection of the *5 mutation: 

a. SEQ ID NO: 19 - a fonward primer specific for CYP2D6; 

b. SEQ ID NO: 2Q - a forward primer specific for CYP2D7P fa 
pseudogene of CYP2D6).- 

c. SEQ ID NO: 21 -a reverse primer that is common for both the 
CYP2D6 and CYP2P7P sequences; 

d. SEQ ID NO: 22 - a molecular beacon probe labeled at its 5' erd 
with fluorescein and dabcyl at rls 3' end. SEQ ID NO:22 is perfectly 
complementary to the CYP2D6 amplification product and has a single base pair 
mismatch with the CYP2D7P product: and 

e. SEQ ID NO; 23 - an unlabeled molecular beacon pFX>be that is 
perfecU/ oomptementaiy to the CYP2D7P ampRficatjon product SEQ ID NO; 23 
was used for the purpose of providing a competitive probe for the CYP2D7P 
amplification product. 

Each of the above prnners and molecular beacon probes were 
synthesized using standard cyanoethyl phosphonamidrte chemfstry as described 
in U.S. Patent No. 5,464,746. 

The ampfificafon reaction and detection of the amplification product were 
run m a unit dose fonrat and read in real-tirne, after each amplification cycle 
using a Perkin-EImer 7700 themiocycler. Reagents for amplification and 
detection were placed in a single reaction vessel for cycling and detection 
Specifically each 50 \j\ reaction contained 1x Grbco BRL PGR buffer (Gibco Inc • 
Grand Istand. NY). 1 .5 mM magnesium chlorid©. 0.2 mM dNTPs, 2,5 units of 
Gtbco BRL Platinum Taq polymerase. 0.1 jiM of each primer, 0.1 of eac*i 
prqbe, 12.5 ng of gerwmic sample DNA and 0.15 pi of Texas-Red coniugated 
heptanudeotide control. ^ ^ 

* .u j"f*'^"f*"3' reaction vessels were placed in the themiocycler and 45 cycles 
Of the following cycle were performed: 60 seconds at 94"C. 20 seconds at 59"C 

^o^f ^"'^ seconds at 72»C. A fluorescent reading was taken ' 

at the 61°C step of each cycle. 

Sample designations along with the cycle number at which a fluorescent 
reading was detectable pver a given threshold value (the dark black Ijne) is 
shown in the amptificab'on plot attached as Exhibit A. Samples that do not 
contain the '5 mutation are shown in purple and samples that contain the *5 
mutation are shown in orange. The control is shown in red. Exhibit A shows that 
samples oontaimng the *5 mutation (the orange signal) were detected in later 
cycles than those that did not contain '5 mutation (the purple signal). As 
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explained above, the reason for this is that the samples that did not contain '5 
contetned a greater proportion of target sequence foramprrflcatlon and thus were 
detected earlier. Also, the ampWication plot in Exhibit A dearly shows the ability 
Of the method to resolve sanripfes that did not contain the *5 mutation fmm those 
samples that do contain the *5 mutation. 

5, "The detection of the presence of the*5 mutation in human blood 
samples designated FAIi*-A1-FAM>A9 was repeated by me as descnDed above 
m Paragraph 4 with one modr«ation in the PCR cycle. Specfffcally after the 
mdividual reaction vessels were placed in the thennocyder. 46 cydes of the 
folIowJng cycle were performed: 60 seconds at 94«C. 60 seconds at 59»C and 40 
seconds at 72"C. In contrast to the PCR cyde described in Paragraph 4 this 
2? did not include a step of 40 seconds at 61X. A fluorescent reading was 
taken at the SB'C step of each cycle. 

The amplification plot for sample designations FAM^AI though FAM-A9 
are shown in attached Exhibit B. Samples that do not contain the •S mutation are 
Shown in purple and samples that contain the '5 mutation are shown in orange 
P®fPl!']? contrast to the amplification plot shown in Exhibit 

A. not air the samples containing the '5 mutation were detected m later cydes 
than Ihcwe samples that did not contain the '5 mutation. Abo, the resolution of 
the method m the amplification plot shown in Exhibit B between samples that are 
heterozygous for the '5 mutation from those samples that did not contain the *5 
mulaton is not clear, partfcularly when compared to the ampPrficatiOn plot shown 
in Exhibit A. 

6. The detection of the presence of the mutation in human blood 
samples designated FAM-A1-FAM-A9 was repeated by me as described above 
in Paragraph 4 with a second. diflTerent modificatjon in the PCR cycle than that 
descnbed in Paragraph 5. Specifically, after the individual reaction vessels were 
placed in the thermocyder, 45 cydes of the following cyde wei© pertbnned- 60 
sa»nds at 94''C. 60 seconds at ei'C and 40 seconds at 72'C. In contrast to the 
PCR cyde described in Paragraph 4. this cyde did not indude a step of 40 
seconds at 59*0. A fJuorescent reading was taken at the 61 "C step of each 
cyde. 

The ampRfication plot for sample designations FAM^I though FAM-A9 
are shown m attached Exhibit C. Samples that do not contain the '5 mutation 
are shown in purple and samples that contain the *S mutation are shown in 

- ''^ contrast to the amprrfrcation plot shown 

in Exhibit A, not all the samples containing '5 mutation were delected in later 
cydes than those samples that did not contain the *5 mutation. Also the 
resolution of the method in the amplification plot shown in Exhibit C t>etween 
^ples tfiat are heterozygous for the mutation from those samples that did 
not contain the nmrtation is not dear, particularly when compared to the 
smprification plot shown in Exhibit A. 
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^- ' hereby declare that an statements made of my own knowledge are 
true and that aU statements made on infomnation and l>elief are believed to be 
frue; and luithcr that these statements were made with the knowledge that willful 
^ise statements and the like so made are punishable by fine or imprisonment or 

M J'.'^".^'' ™® Unhed States Code, and that such 

willful false statements may jeopardize the validity of the application or anv 
patent issued thereon. 



Maria C. Gentile pate" 
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